The elderly colon cancer (CC) patients are increasing and represent a heterogeneous patient group. The objectives of this study were to identify the features of lymph node examination and to explore the optimal minimum lymph node count after CC resection for patients aged ≥80. Using the Surveillance, Epidemiology, and End Results (SEER) database, we identified 65719 CC patients in stage I-III between 2004 and 2012, 26.0% of patients were aged ≥80. The median node count decreased with increasing age, which were 25.5, 20.2, 17.8 and 16.9 for patients aged 20-39, 40-59, 60-79, and ≥80. The rate of ≥12 nodes and the rate of node positivity for patients aged ≥80 were obviously lower than younger patients. Using X-tile analysis, we determined 9 nodes as the optimal node count for patients aged ≥80. Then, we compared the 5-year cancer specific survival (CSS) between patients with ≥9 nodes and <9 nodes. The results showed the 5-year CSSs were improved for patients with ≥9 nodes. Furthermore, the rate of node positivity and survival under the 9-node measure were equal to 12-node measure. Therefore, the lymph node examination should be discriminately evaluated for elder patients, and 9-node measure was available for patients aged ≥80.
The comparisons of lymph node evaluation among different age subgroups. In this study, patients with adequate lymph node count (≥ 12) accounted for 77.9% in all patients, and hence it was confidently staged according to their nodal status. The median number of lymph node count was decreased with increasing age, which were 25.5, 20.2, 17.8 and 16.9 for patients aged 20-39, 40-59, 60-79, and ≥ 80, respectively (P < 0.001) (Fig. 1A) . For lymph node positivity, the proportion of patients with at least one node positive were 51.1%, 41.6%, 34.6%, and 32.6% for patients aged 20-39, 40-59, 60-79, and ≥ 80 (P < 0.001) (Fig. 1B) . The rate of ≥ 12 nodes was the lowest for patients aged ≥ 80 compared with the younger patients (P < 0.001) (Fig. 1C) . These results showed that patients aged ≥ 80 were associated with poor lymph node harvest and lower rate of node positivity. Therefore, the elderly patient certainly faced greater challenge of harvesting adequate lymph nodes (≥ 12 nodes) compared with younger patients. In other words, the standard 12-node measure may be not reasonable to be equally required for the elderly patients as young patients. Accordingly, we tentatively explored an optimal cut-off node count for patients aged ≥ 80, instead of 12 nodes.
Identification of the optimal cut-off point of lymph node count for patients aged ≥80. We applied X-tile analysis to determine the optimal cut-off node count for prediction of CSS according to different lymph node count. The result showed that 9 was the optimal cut-off node count for patients aged ≥ 80 (P < 0.001) (Fig. 2) . Therefore, this cut-off value was used as prognostic factor for further analysis in patients aged ≥ 80.
Prognostic impact of the 9-node measure on CCS for patients aged ≥80. The median CSSs were 55.0 months for patients with ≥ 9 nodes, and 39.0 months for patients with < 9 nodes. The 5-year CSS was 46.7% for patients with ≥ 9 nodes and 38.6% for those with < 9 nodes (P < 0.001) (Fig. 3A) . Then, we separately evaluated the effect of 9-node measure on CSS of patients in different tumor staging. The results indicated that patients in stage I, II and III all obtained survival benefit from ≥ 9 nodes compared with patients who examined < 9 nodes (Fig. 3B-D) .
Identification of risk factors for survival for patients aged ≥80. Using univariate and multivariate regression analyses, we identified the risk factors that associated with long-term survival outcomes for patients aged ≥ 80. The results showed that retrieval of < 9 nodes was identified as independent adverse prognostic factors in patients aged ≥ 80 ( Table 2 ). In addition, characteristics including black, male, stage II/III, T3/4 stage, N1/2 and grade II/III/IV were all identified independent risk factors for survival in patients aged ≥ 80.
Comparisons of the rate of node positivity and survival between 9-node measure and 12-node measure. Adequate lymph node retrieval was higher related to accurate tumor staging and improved long-term survival. To confirm the value of 9-node measure for patient aged ≥ 80, we separately evaluate the effect of lymph node count on the rate of node positivity and long-term survival. Firstly, we separately calculated the rate of node positivity based on different node count from ≥ 6 to ≥ 15. The result showed that the rate of node positivity changed between 33.0% and 33.5% according to the node count from ≥ 6 to ≥ 15 (Fig. 4) . The rate of node positivity was 33.3% for patient with ≥ 9 nodes, which was higher than patients with ≥ 12 nodes (33.2%). The detailed information was shown in Supplementary Table 1. This result indicated that the 9-node measure did not reduce the rate of node positivity compared with the standard 12-node measure for patients aged ≥ 80. Due to patients with positive lymph node are belong to stage III, the rate of node positivity is equal to the proportion of stage III patients in all patients. For the elderly patients, the proportion of stage III patients was not reduced by using the 9-node measure. Examining ≥ 9 nodes is therefore enough to determine tumor stage and could be considered as adequate surgery.
In addition, we assessed the effect of node count on the long-term survival outcomes. The 3-, 5-and 8-year CCSs were separately calculated according to node count from ≥ 6 to ≥ 15. For patients with ≥ 9 nodes, the 3-, 5-and 8-year CSSs were 61.6%, 46.7% and 29.4%. For patients with ≥ 12 nodes, the 3-, 5-and 8-year CSSs were 62.6%, 47.8% and 29.9% (Fig. 5) . Therefore, the results showed that the long-term survivals were similar between these two groups. This result suggested that although the increased node count was associated with better survival outcomes, the long-term survival of patients with ≥ 9 nodes was not obviously decreased compared with those who examined ≥ 12 nodes for patients aged ≥ 80.
Survival comparison in patients with different nodes examined. Furthermore, we performed the survival comparison in patients with different nodes examined (< 9 nodes vs. 9-12 nodes vs. ≥ 12 nodes). The Supplementary Figure 1 showed that the 5-year CSS of patients with ≥ 12 nodes examined was 47.8%, which was significantly higher than patients with 9-12 nodes (40.5%) and patients with < 9 nodes (38.6%). This result suggested that the number of nodes examined was positively associated with survival outcomes for the elderly patients.
Discussion
CC patients aged ≥ 80 represented a large proportion in all patients. Here, we totally identified 17058 CC patients aged ≥ 80, which accounted for 26.0% in all patients from 2004 to 2012. Elder patients, especially for patients aged ≥ 80, not only has been thought as an independent prognostic factor regarding with survival, but also has been associated with different clinical and histological features 9, [13] [14] [15] . Therefore, patients aged ≥ 80 were highly heterogeneous population, which should be discriminately evaluated in the consideration of cancer diagnosis and treatment.
Lymph node examination after CC resection is considered to be one crucial factor in assessing the accuracy of tumor staging, which determine further therapeutic planning and prognosis. Patients with positive nodes have to accept adjuvant chemotherapy regarding with the higher risk of tumor recurrence and metastasis 16 . Current guidelines advocate that the lymph node examination should meet the requirement of at least 12 nodes examined in CC specimen. However, the lymph node evaluation was highly heterogeneous, which was affected by several factors. Age was thought to be an important factor that influenced the lymph node examination of CC. The CC patients who aged ≥ 80, had obviously lower lymph node harvest compared with the younger patients 11 . In this study, the results showed that the median number of lymph nodes examined was 16.9 for patients aged ≥ 80, which was significantly fewer than other three younger patient groups. A possible explanation for this result may be related to a weaker immunological response to a malignant tumor in the elderly 17 . In addition, older age might also contribute to more limited resections compared with younger patients 18, 19 . Whatever the potential reasons for poor node harvest in the elderly, it was the fact that a retrieval of ≥ 12 nodes was certainly difficult for this group of patients. Therefore, it might be unreasonable to request that the 12-node measure was equally used for both patients aged ≥ 80 and the younger patients. In this study, we tentatively explore the optimal cut-off node count, instead of 12 nodes, for patients aged ≥ 80 based on the prediction of CSS. Our results identified that 9 nodes was the optimal cut-off point for patients aged ≥ 80. All CC patients in stage I, II and III all could obtain much survival benefit from examining ≥ 9 nodes, and examining < 9 nodes was also identified as independent adverse prognostic factors in patients aged ≥ 80. In addition, 9-node measure did not decrease the chance of obtaining positive lymph node compared with the 12-node measure. Hence, the use of the 9-node measure might be more reasonable for patients aged ≥ 80.
In identifying the difference of lymph node examination for CC patients aged ≥ 80, the SEER databases provide sufficient CC cases with uniformly collected data, which highly represented the CC patients across the United States. However, there had some potential limitations in SEER database including lack of information regarding the adjuvant chemotherapy for CC patients, lack of central histological review, and lack of information on operative morbidity and comorbidities. The study may also be confounded by other contributing factors, such as general ASA status, which may indirectly affect the lymph node examination in the elderly patients. These noted limitations in SEER are common to most of other large epidemiological databases, which have been well addressed in literatures. Furthermore, the selection biases could not be avoided in this retrospective cohort study, because the elderly patients who underwent CC resection should be fitter, and the radical surgery of CC might be not regularly performed for this group of patients as young patients. Despite these limitations, SEER remains a valuable resource to analyze trends and patterns in patient characteristics, tumor features, cancer treatments, and survival outcomes.
In conclusion, this population-based study demonstrated that patients aged ≥ 80 accounted for a large proportion of CC patients, they had obviously lower rate of ≥ 12 nodes examined compared with the younger patients. Instead of 12-node measure, we identified that the 9-node measure may be more feasible and reasonable in patients aged ≥ 80. However, whether this finding could impact the adjuvant treatment decision-making for the elderly patient who cannot tolerate chemotherapy, more investigations of outcomes for this group of CC patients are still need to be performed.
Materials and Methods
Data sources. We extracted cancer data from the Surveillance, Epidemiology, and End Results (SEER) database between 2004 and 2012. The SEER database includes the information regarding cancer incidence, treatment and survival outcomes from 17 population-based cancer registries, which represented 28% of the US population 20 . Data collected from the SEER database do not require informed patient consent, because they were anonymized and de-identified prior to release. This study was approved by the Ethics Committee of The Second Affiliated Hospital of Harbin Medical University institutional review board. The SEER database is openly accessed, and we have got permission to access the cancer data from the SEER database by National Cancer Institute, and the reference number was 11228-Nov2014. All methods were performed in accordance with the relevant guidelines and regulations of SEER database.
Study population. We collected cases based on the International Classification of Diseases Oncology, Third Edition (ICD-O-3) codes for anatomic site (colon excluding rectum). We used the term "age" which was referred to "age at diagnosis" in SEER database. Patients were divided into four age subgroups by 20-year intervals, including 20-39, 40-59, 60-79, ≥ 80. Patients included in this study should undergo radical resection of the CC as the first course of therapy, which were more available and accurate for the lymph node evaluation. Race/ethnicity was categorized as white, black and Asian/Pacific Islander (API), including American Indian/Alaska Natives. Right CC included tumors being located at cecum, ascending colon, hepatic flexure and transverse colon. Left CC included tumors being located at splenic flexure, descending colon and sigmoid colon. The exclusion criteria should include patients: dead due to other causes, with an unknown number of nodes examined, aged < 20 years, who received preoperative radiotherapy in the consideration of the decreased number of node examined, and who underwent a local procedure, partial colon resection or total colectomies. Statistical analysis. The comparisons of lymph node evaluation among different age subgroups were performed in three ways including the median number of lymph node, the rate of ≥ 12 lymph nodes and the rate of node positivity. All categorical variables were compared between groups using χ 2 test. The cancer specific survival (CSS) was defined as the time from the CC diagnosis until cancer recurrence or metastasis, cancer-associated death and the end of follow up. The 5-year CSS was estimated with Kaplan-Meier method and log-rank test was used to compare the difference of CSS curves. Univariate and multivariate Cox's regression model were performed to estimate hazard rate (HR) and exact 95% confidence intervals (CIs). P < 0.05 (two sides) was considered to be statistical significance. The statistical analyses were conducted with SPSS statistical software, version 20 (IBM Corp, Armonk, NY, USA).
X-tile plots is a new bio-informatics tool for biomarker assessment and outcome-based cut-point optimization, which illustrates the presence of substantial patients subpopulations and shows the robustness of the relationship between a marker and survival outcome by construction of a two dimensional projection of every possible subpopulation. X-tile plots divided population into different divisions based on every possible cutoff point. X-tile data are presented in a right triangular grid where each point represents a different cutoff point. The X-tile plots statistically test each divisions based on each cutoff point. All possible divisions of the cutoff point are assessed. Then, a χ 2 value is calculated for every possible division of the population. The optimal cutoff node count for survival was calculated by selecting minimum P value with the maximum χ 2 value.
